Growth curves of BL21(DE3)omp8 expressing FhuA from plasmid pY03 at different induction levels. Bacterial cultures were grown in 50 ml LB medium supplemented with 100 µg ml -1 ampicillin in baffled 250 ml Erlenmeyer flasks under vigorous shaking at 37 ˚C. Expression of FhuA was induced when cultures reached an optical density of OD 600 ≈ 0.4 with IPTG (final concentrations given in the legend). To identify the optimal time point to stop bacterial growth and collect OMVs the infliction point of the growth curves was determined at OD 600 ≈ 0.9. As mass spectrometry of OMVs collected from bacteria cultures in the stationary phase showed high numbers of cytoplasmic and inner membrane proteins (not shown), for our studies we collected OMVs from cultures in the late exponential growth phase. (b) SDS-PAGE of cell lysates and OMVs collected after expression of FhuA in BL21(DE3)omp8 at different induction levels. Bacterial cultures were grown in 50 ml LB medium supplemented with 100 µg ml -1 ampicillin in baffled 250 ml Erlenmeyer flasks under vigorous shaking at 37 ˚C. Expression of FhuA was induced when cultures reached an optical density of OD 600 ≈ 0.4 with IPTG (final concentrations given in the figure). Bacterial growth was stopped when cultures reached an optical density of OD 600 ≈ 0.95 and OMVs were prepared as described (Methods). Cell pellets of cultures induced with IPTG concentrations < 0.1 mM were brown, whereas cell pellets of cultures induced with higher IPTG concentrations were white, indicating the formation of inclusion bodies. SDS-PAGE showed a prominent band at ~ 80 kDa in cell lysates from cultures induced with IPTG concentrations > 0.1 mM. SDS-PAGE of OMV preparations from the same cultures showed prominent bands at the same weight, the intensity of which increased with increasing IPTG concentrations. However, the intensity of the prominent band in OMVs did not increase further at IPTG concentrations between 0.1 and 1 mM indicating saturation of the expression levels.
The average of six line profiles extracted from empty regions between the gel lanes was taken as the baseline and subtracted from every profile. Grey areas are the selected peak areas. Numbers next to grey peaks give the fraction of the grey areas over the total area of the black line profiles (in percent). Line profiles were extracted using the software ImageJ (version 1.48v).
Supplementary Figure 4. AFM imaging of OMVs collected from E. coli overexpressing different
Omps. Overview AFM topographs of OMVs collected from BL21(DE3) not overexpressing any Omp (a,b) and of OMVs collected from BL21(DE3)omp8 enriched in FhuA (c,d), OmpG (e,f), Tsx (g,h), and BamA (i,j) adsorbed to mica. Upon adsorption to mica the OMVs opened as single layered membrane patches. AFM topographs were recorded in buffer solution (DPBSS) at room temperature by forcedistance curve based AFM (c-f,i,j) and contact mode AFM (a,b,g,h) . AFM imaging was conducted in buffer solution as described (Methods). Scale bars. 150 nm (c), 200 nm (a,b,d,e,g,h) , 100 nm (f), 300 nm (i) and 250 nm (j). The full color range of the topographs corresponds to a vertical scale of 21 nm. 1  5'-GGG AAT TCC ATA TGA AAA AGT TAT TAC CC-3'  2  5'-CAG CCA TGG ATG GTG ATG GTG ATG ATG GGC CTG TGC GCA GGC CAT TCC-3'  3  5'-CAG CCA TGG GGA GGC TCT GGA GGC TCT GGA GAG GAA AGG AAC GAC TGG-3'  4 5'-CCC AAG CTT GAA CGA GTA ATT TAC G-3' 5 5'-ATA CAT ATG GCG ATG AAA AAG TTG CTC-3' 6 5'-AAA GAG CTC TTA CCA GGT TTT ACC GAT GTT AA-3' 7 5'-CAG GGA TCC GCT GAA AAC GAC AAA CCG C-3' 8 5'-CAA GCT TGT CAG AAG TTG TAA CCT ACT AC-3' Supplementary Table 2. List of primers.
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